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II 

in 



in the above-identified 




:Kc*h Institute, B^riin, Germany, the assignee of the above-identified patent application, 

if 




e course of a scientific cooperation with Umberto Dianzani of the 
Piedmont at Novaia, Italy, I was given limited amounts of the hamster ; 
fe^i^oi^ antilttdy C398.4A in trust in order to perform die experiments described below m ; 

& rfj^jc«periments described below in paragraph 4 were performed by me or by others 
my ^pet^0n in order to detennine whether the hamster monoclonal antibody C39&4A, 
ig^l ^piie ICOS and originally described by Redoglia et al. (1996, Eur. J Immunol. 
1^78 l-2l(8^);^iacked the interaction between ICOS and its ligand in a murine system in vitro. f. 
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The ultimate goal of the experiment was to assess whether the antibody could be used for blocking 
experiments in mice in vivo, 

4. The blocking assay was performed as follows: a cell line was transfected with an 
expression construct for the murine ICOS (muICOS) gene. The cell line was contacted with a 
soluble murine ICOS ligand-immunoglobulin fusion protein (muICOS ligand-Ig) at a concentration 
of 2 fig/ml without prior pre-incubation with mAb C398.4A or after pre-incubation with various 
concentrations of mAb C398.4A, The binding of muICOS ligand-Ig to the muICOS transfected cell 
line, detected by virtue of the fluorochrome phycoerythrin which had been coupled to the muICOS 
ligand-lg, was assayed by flow cytometry. 

5. The results of the flow cytometry experiments described in paragraph 4 above are 
shown Figure I , attached as Exhibit 1 . The data in Figure 1 demonstrate that C398.4A at high 
concentrations (30 ng/ml or higher) is capable of physically blocking the interaction of murine ICOS 
with murine ICOS ligand, but is unable to do so at lower concentrations (3 ngfail or lower). 

6. I declare further that all statements made in this Declaration of my own knowledge 
are true and that all statements made on information and belief are believed to be true and further 
that these statements are made with the knowledge that willful false statements and the like so made 
are punishable by fine or imprisonment or both, under Section 1001 of Title 18 of the United States 
Code and that such willful false statements may jeopardize die validity of the application or any 
patent issuing thereon. 



Dated: 



Attachments; 

Exhibit 1: FIGURE 1 
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